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il-l/il-1. X lf H A If H 
d": gu/gu. i-3/i-3. il-1/ 
il-1. X ,r VY + - L 


* : gu, i-3, il-1, If, H 

cf: gu, i-3, il-1, + lf . 
HA 



miiE#2 001-3026357 



#2000—172375 

[0 0 7 0] 

FgtftftlCfcV^, STIIIfc £tfSTII-YlM^I&<Z)#^£*i-£^* 
M:Hi: gu, i-3, If, H, 16: gu, i-3, il-1, + lf , H/L)#fce>*lfc. 

E-eWJU se,^c^s:^ll©M»J:*J«3tbfeDNAS:fflv^TDNA•e-*-(SLl•)•e^lt 

*#, «n?ttSTIIIfcHl5aW«««#e»tlfe. #*£©**6«:rSTIII--YIJfcfi1- 

o 

[0 0 7 1] 
(D STIII-YII*3K©#JER 

HJRttfcbTSTlll^ttCKr^- ^ z*ifc±IBSlllI-Y 

i^lc^v>TX^fe^i:Y^#:cD^^icj:U^C^e^^iS( lf )(Z)il(STii 

i-yi(io) (4#a&^ 1 4 izt*-?) trmm 1 5 ic^-t * e> tc L-t^fBufc. 

[0 0 7 2] 
[SH] 





4# tt 




& iff 






STIII ft 




£ : gu/gu, 

i-3/i-3, 

il-l/il-1, 
x ir. h /x ii. h 


2000 ¥ 






STIII-YI £ 
# w 3£ X id 

If (Dl 




gu/gu, 

i-3/i-3, 

il-l/il-1. 









[0 0 7 3] 



mil#2 001-3026357 



#2000—172375 



[*S1 5] 



3£SE 
No. 




f ^ O 1 


a re 








m m ? M 


& m m 


1 


STIII 


STIII- 
YI (If) 


Fi 


°-: gu/gu, i-3/i-3, 

il-l/il-1, X"- VX"- 11 

cT: gu/gu, i-3/ i-3, 

il-l/il-1, X u - VY 11 - l 


gu, i-3, il-1, If, H 

cf : gu, i-3, il-1 . If, 
H/L 



[0 0 7 4] 

(mho 

M:fi8: gu, i-3, il-1, If, H, B : gu, i-3, il-1 , If, H/L 

, DNAV-^-CSLl)©/^ K£^m^T^5&L£(^-#&^£"f) 0 
[0 0 7 5] 

[^#13] 4iffiI(4iM)5:^^lt5 3h&Mtt§Si^^©# 
©•^"n^E — # ~M^t.GFP (green fluorescent protein ; 3r U y V ^^f(D # > 

& m # © ^ v % m m £ n < - £ & it l t sags -t & z. t. <d t* ^ § & & l £ 



[0 0 7 6] 

r ti * ^ ? # - {c|B» & a,t- 77-v ic a v>r-Vy>fLX ifUcdna^ >f y 



ffifl# 2001-3026357 



#2000—172375 

SHgii5 6l, 1 9 9 9). ZO^J^^V -^5)^ #*#vasa cDNA&#«b 
[0 0 7 7] 

vasa*>y1**ti:RNA*£^K*>f >T&SDEAD Box$:%^ ttttWH 

^^-(^ft^-f^- 1 : 5'-ATGGCNTG(T/C)GCNCA(A/q)ACNG-3' (ffi^J## 
3), ^^lBj^v-fV-2 : 5' - (A/G) AANCCCAT (A/G) TC (T/C) AACAT-3' (@S^J## 4 
))&«ffU ^4f*cDHA5>f^y-±#«:<»ai:bPCR(941CTflO^ 94°CT'30 
fj>, 551C*ei^, 72 , €T*l3% l*M#;i/£bT39iM*;i/)S:fTV*, JHfiStl 
fcvasa cDNA<Z)mv^JT^^T^a-^^^^^^^^^^^ l:I -- :/ ^ Lfe '' 

£ yn - :/ £ b mm.* C DNA^ -f ^9 U - & * * u - — y 9 b tz. a 
[0 0 7 8] 

^^f^vasa-GFPae^SrflliSibfc. vasa-GFP«te^&* vasaSMs^ 
(olvas)©yn^-^-fI^^GFP^^(D®IRM^C^^L'fe^ait^^ fey 
\ ^^^©vasaaie^ (olvas) ©3' 2o©^7^7- (T7 ; 5' -TAAT 

ACGACTCACTATAGGG-3' : Ii#J#^ 5 , VI -8 ; 5' -AGGAGGTGCCGTCATGGCTGGAG-3' : BE 
#|#^6) &MV^ ^n->"fb$tlfeDNA (XLE13;^^*vasa*^(olvas)®3 

[0 0 7 9] 

JIHtbfc. £<Z>»t/i£GFP^?#- (pEGFP : CLONTECH^fc , 1020 East Meadow Cir 
cle, Palo Alto, CA, USA) ©StulWrffilC* d - >ft U £ *l £pEGFP-3V££,tf 
tt£ 0 

[0 0 8 0] 



mtl#2 001-3026357 



#2000—172375 

££&C*##vasaitfc^ (olvas) -fu # -«c£^&5. lkbtf)>fV A®T# 
&y9>fV- (VP1M; 5' -CCTCCCAGTCGTCCATATGAATCGTCTGAT-3' : gi#[#-£ 7 , V 
P3;5' -AGAGGATCCAATAGAATGAGTAATGGTTCTCTATTTC-3' : BI#I#-J§- 8 ) £JBV\ 
77 - J/DNA (V5;^^*vasa3t-6K^- (olvas) ©^a^&^tf) SrltMi: bT^ 
tlbfc. #£*l£J0T# SrNdel-e^JWfL, T4 DNAsKU * ^-i?T*5fc3ig£:¥?itt U 
$ P> iCKpnl T'^^T b r CO ®T/i & pEGFP-3V^ ? # - ©Kpnl/¥»ft $ *l fcNcol 

MC*B-><ftU m&*mX<!>fcto<D<<9*- (VEGFPA) £b£„ f^, GF 
Pae^-MIR^tlTVNSCOT^ £*lfc»AbT8V*fc(CL0NTECH*fc 1020 East M 
eadow Circle, Palo Alto, CA, USA) 
[0 0 8 1] 

V^^„ ±fS^? #-VEGFPA£v-f * O >f > 5?x * S/ a >JC iot, -0fl&*$KC9 
aWjfcStlca-Abfc. ixAb£2P»2 5iClC«MbTGFPf^©3l^&&3fe£#BI 
fc. GFP*t# & IgJS b feJE^ft^ b IC & 5 * tft fc. 

To^IBbTr«^©JK (F^ i4xe>©E (F^ Ko V*TGFP£3fe £GFP 

itte^-CD#& (PCRT'DI^S) fclE^fco CI*UCi:oTGFPMfc^£«fSSCit& 
Zltfcmmfc (F 0 ) £#5£b£ 0 £*l (Fp fcxfHbTva 

sa-GFP- h9>^^x-y^^^5t;S:^SSIbfe(J:»J»jffi«sia^K:oV^Ttt, Kei 
ko Hamadaib, "Usefulness of the medaka £-actin promoter investigated u 
sing a mutant GFP reporter gene in transgenic medaka ( Qryzias latipes)" , 
Mol Marine Biol Biotech(1998)7(3) , 173-180) &#flg£ tlfe V^) „ ZLCO^Mfc 

rvasa-GFPj t.wr (^m^^m^^m^ > $ - ± *j #»«n. 

[0 0 8 2] 
(I) STII-YI-vasa-GFP&Jffi<Z)fftEfc 

JlfBvasa-GFP^M^H^ *»W©STII^iK(Z)«l*ltfe «fctfSTII-YI*a50)it(#^ 
^©#^(2:^1 6{C^)££Segl;&^bT^T, TIBS 1 7 tC^-T <fc 3 K 

[0 0 8 3] 
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[Ml 6] 









m m 






vasa-GFP 




vasa-GFP/-, 
X + - B /Y + - H 


2000 ^ 




pT 


STIIJ1» 


mm 


gu/gu, i-3/i-3, 

X lf. H /X( y) If. H 


2000 ¥ 






stii-yi m 


CD a m 


gu/gu, i-3/i-3, 

jll. H /y+. L 


2000 


9- 





[0 0 8 4] 
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[in] 



32BB 




u (o n ft 


No. 




o* 




« ^ ^ m 


3c 31 


1 


STII 


vasa- 
GFP 


Fi 


gu/+, i-3/+, vasa-GFP/- 

Vll B /V /V> +. H 

L • /A liJ 

(F, © 1/2) 


+ so , + '- 3 , vasa-GFP, 

T , XI 


2 


F, 


STII 


F 2 


gu/gu, i-3/i-3, vasa-GFP/- 
x ir, H /X(Y ) H. h 

(F,<Z> 1/16) 


gu, i-3, vasa-GFP, 
If, H 


3 


F 2 


STII- 
YI 


F, 


°-: gu/gu, i-3/ i-3, vasa- 
GFP/-, X ,f - ■ /X"' H 

cf: gu/gu, i— 3/1— 3. vasa- 
GFP/-, X"- H /v- 1 
(F s © 1/2) 


$ : gu, i-3, vasa- 
GFP If, H 

O - gll, 1 O, Ydad 

GFP +", H/L 


4 


F 3 


F 3 


F< 


£: gu/gu, i-3/i-3, vasa- 

GFP/vasa-GFP, 
x n. h /x n. H 

o 71 : gu/gu, i-3/ i-3, vasa- 
r T FP/va<?a-GFP 

(F 3 <£> 1/4) 


? : gu, i-3, vasa- 
GFP If, H 

cP: gu, i-3, vasa- 
GFP + u , H/L 


5 


F 4 


h 


F 5 


£: gu/gu, I—3/i-3, vasa- 
GFP/vasa-GFP, 

X lf. H /x .i. H 

d*: gu/gu, i-3/i-3, vasa- 

GFP/vasa-GFP, 
yji. H /yt. l 


°-: gu, i-3, vasa- 
GFP If. H 

a": gu. i-3, vasa- 
GFP + lf , H/L 



[0 0 8 5] 



F 5 mftlC£^T, 3«©lK*«6vasa-GFP, STIIfei^STII-YI(Z)#^?:^T^ 
"T^^^^C^M : II : gu, i-3, vasa-GFP, If, H, £1 : gu, i-3, vasa-GFP 
, + lf , H/L)#fc&*lfc. IfiWfttt, efe3RJB^J:tfDNAV-*-(SLl)lCJ:y 

«lt±STIIi:raC^&-ofc. ^(D^&rsTII-YI-vasa-GFPjhfH-ro 

2 6 ttJt#2 0 0 1 - 3 0 2 6 3 5 7 



#2000—172375 

[0 0 8 6] 
CD STII-YII-vasa-GFP*jSf&0>ffr& 

±f BCD Tf # & tl ST 1 1 -Y I - vasa-GFP^JK ^ J& <D & it 6 £ & ^ ^ 3 £ * , 

£BBiK&»&fcb't, _hfHSTII-YI-vasa-GFP^^CDllii:, JlfHSTI I-YI-vasa-GFP 

TII-YI-vasa-GFPClf))^*^©^*^! 8 fC^f) £. SrTfH* 1 9lC^-rJ:e> 

[0 0 8 7] 
[*18] 





# ft 




m m 






STII-YI-v 
asa-GFP 

m 




gu/gu, i— 3/1-3, 
vasa-GFP/vasa- 
GFP, X"- ' /X"- H 


2000 ^ 






STII-YI- 
vasa-GFP 

C<£> if <D 
W. 




gu/gu, i— 3/1-3. 
vasa-GFP/vasa- 

gfp, x lf - H n n - L 


2000^ 


*?- 





[0 0 8 8] 
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C^l 9] 



3£BB 
No. 




=f- m <d m \ 


ft 








it e ^ s 


s ?» m 


1 


STII-YI 
-vasa-G 
FP 


STII-YI 
-yasa-G 
FP (If) 


F, 


£: gu/gu, i-3/i-3, vasa- 
GFP/vasa-GFP. 

ef: gu/gu, i -3/1-3. vasa- 
GFP/vasa-GFP, 

jll. H /yif. L 


? : gu, i-3, vasa- 
GFP. If. H 

e? : gu. i-3. vasa- 
GFP, If. HA 



[0 0 8 9] 



(IS*) 

F^fSlCfcV^, 2a©3K*3H5STII-YI-vasa-GFPi:STII-yi-vasa-GFP(lf)fc© 
£ TSTI I-YI I-vasa-GFP j £ |Bi* ■ 

[0 0 9 0] 
<D STIIl-Yl-vasa-GFP&Jffi0>fMfc 

#^tE#e>&2M-> STII-YI-vasa-GFP&*BJ: »J 3 M^&M 
WMOlff v^JKSr^-tS fc«>, 3R^«5fc LTSTII*«8©^;to U JCSTIII#*B(«if 
5& ^J6#91©)©«IS:ffiMb, in&±IB®*el#e>tifeSTII-YI-vasa-GFP©tt( 
2 0 ICaH") £Tffi&2 1 «fc ? ic UT58#»JC£BBLiK 

[0 0 9 1] 



200 1 - 3026357 



#2000—172375 

[£2 0] 















STIIIHt 




gu/gu. i-3/ i-3, 

il-l/il-1. 
X ir. a /xn. h 


2000 *f- 




IT 


STII-YI 
-vasa-G 

fph 


la, ±m®.m(& 
mmm) 

® e m & © su 


gu/gu, i—3/1-3, 
vasa-GFP/vasa- 

GFP. x n - B /r- L 


2000 ^ 


A?- 





[0 0 9 2] 
[£2 1] 





«©tfcft 


=p m <d # ft 


No. 




b" 


i*ft 


I f 1 


SIM 


i 


STIII 


STII-YI 
-vas a-G 
FP 


F] 


gu/gu, i-3/i-3, U-1/+, 
vasa-GFP/-. X lf - * /X lt - B 
d": gu/gu. i-3/i-3, il-l/+, 
vasa-GFP/-. X"- 8 /Y K 1 


gu. i-3. +"-', 
vasa-GFP. If, H 
c? 1 : gu. i-3. + lM , 
vasa-GFP. +". 
H/l 


2 


F, 


F, 


F 2 


gu/gu. 1-3/1-3. 

il-l/il-1, 

vasa-GFP/vasa-GFP. 

X lf. H /XII. H 

t^: gu/gu. i-3/i-3. 
il-l/il-1. 
vasa-GFP/vasa-GFP. 

(F 2 ® 1/16) 


£: gu, i-3. il-1 
vasa-GFP. If. H 

cf: gu, i-3, il-1. 
vasa-GFP. + lf , 
HA 


3 


F, 


F 2 


F 3 


gu/gu, i-3/i-3, 

il-l/il-l. 

vasa-GFP/vasa-GFP. 

X lf. H /xlf. H 

tf: gu/gu, i— 3/1—3, 
il-l/il-1, 
vasa-GFP/vasa-GFP, 


gu, i-3, il-1 
vasa-GFP. If, H 

cf : gu. i-3, 

vasa-GFP. +". 
HA 



[0 0 9 3] 



(MHO 



ffi|I#2 001-3026357 



#2000-172375 



Fg-BfS iC £ V * T , 2 3 <D M&MST 1 1 1 H ST 1 1 -YI-vasa-GFP <D W« & ^ "T * * # 

* e> ti fc o a^s^tt a &fH^ £ j: ^ dnat - * - (sli ) tc j: y mmm 2<dz 

[0 0 9 4] 
® STIII-YII-vasa-GFP*}ffi©fMfc 

_tf E(D T? # *l ST 1 1 1 -Y I -vasa-GFP^t ^ ;* # it (DM \t B & M 1~ £ & 

£B28i**&£bT, ±iaSTIII-YI-vasa-GFP*3K©jBti:, _bfBSTIII-YI-vasa-G 
(STIII-YI-vasa-GFP(lf))(#^M©#$fc£*2 2 IC^) il &TSB^ 2 3 IC^f 

[0 0 9 5 ] 
[£2 2] 





# 1$ 




& m 






STIII-YI- 
vasa-GFP 
fit 


M^IRWU IS 

& m ( % 5it ffl 

e ft '14 © *J »J 


gu/gu, i-3/i-3, 
il-l/il-1, vasa- 
GFP/vasa-GFP, 

X !f. B /x n. II 






*s 


STIII-YI- 
vasa-GFP 

£ £ 0 4- 

If <D 

M. 


mm 


gu/gu, i— 3/i-3. 

vasa- 
GFP/vasa-GFP, 

jjll. K /ylf. 1 






in 



[0 0 9 6] 
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[«2 3] 



3cSH 
No. 




f I 0 t 


ft 








it e ^ S 


^ m m 


1 


STIIl-YI 

-vasa-GF 
P 


STTH-YI 
-vasa-GF 
P (If) 


F, 


gu/gu, i-3/i-3, 
il-l/il-1, 

vasa-GFP/ vasa-GFP, 

X lf. H /X lf. H 

cf: gu/gu, i-3/i-3, 
i 1—1/ i 1-1, 
vasa-GFP/ vasa-GFP, 
jir. h /yu. l 


? : gu, i-3, i 1—1, 
vasa-otr, 11, 
H 

d* : gu, i-3, 11—1 , 
vasa-GFP, If, 
H/L 



[0 0 9 7] 

(MHO 

F^f^CfcV^ 2a©«^JRSTIII-YI-vasa-GFPfe«fctJtSTIII-YI-vasa-GFP 
(lf)©##&>£i-&;*##tf#*>*lfc. jt^W'ffili, DNAV-#-(SLl)lCj:U|g 

r <0 & tit & TST 1 1 1 - Y 1 1 - vasa-GFP J £ f H "t = 
[0 0 9 8] 

[#M©*M] 

[0 0 9 9] 
[@B3«] 

SEQUENCE LISTING 



<110> Yuko, Wakamatsu and Kenjiro, Ozato 



miiE# 2001-3026357 
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<120> See-Through Medaka 
<130> P00-0311 
<160> 8 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 25 
<212> DNA 

<213> Oryzias latipes 
<220> 

<223> Other information: Forward primer pH05.5-F. 
<400> 1 

cctgcaatgg gaaattattc tgctc 

<210> 2 
<211> 28 
<212> DNA 

<213> Oryzias latipes 
<220> 

<223> Other information: Reverse primer pH05.5-RV. 

<400> 2 

cttttgtgtc tttggttatg aaacgatg 



#2000-172375 



<210> 3 
<211> 19 
<212> DNA 
<213> Unknown 

<220> 

<223> Other information: Common sequence found in animals. The sequence 
is used herein as a forward primer to amplify the short fragment of vasa 
cDNA. 

<400> 3 

atggcntgyg cncaracng 19 

<210> 4 
<211> 18 
<212> DNA 
<213> Unknown 

<220> 

<223> Other information: Common sequence found in animals. The sequence 
is used herein as reverse primer used to amplify the short fragment of v 
asa cDNA. 

<400> 4 

raancccatr tcyaacat 18 

<210> 5 
<211> 20 



ffi§E#2 001-3026357 
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<212> DNA 

<213> Oryzias latipes 
<220> 

<223> Other information: Primer T7 used to amplify the 3' region of vasa 
gene. 

<400> 5 

taatacgact cactataggg 20 

<210> 6 
<211> 23 
<212> DNA 

<213> Oryzias latipes 
<220> 

<223> Other information: Primer VI-8 used to amplify the 3' region of vas 
a gene. 

<400> 6 

aggaggtgcc gtcatggctg gag 23 

<210> 7 
<211> 30 
<212> DNA 

<213> Oryzias latipes 
<220> 

<223> Other information: Primer VP1M used to amplify 5.1 kb genomic frag 



ffiSE# 2001-3026357 
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ment comprising the promotor region of vasa gene. 
<400> 7 

cctcccagtc gtccatatga atcgtctgat 30 

<210> 8 
<211> 37 
<212> DNA 

<213> Oryzias latipes 
<220> 

<223> Other information: Primer VP3 used to amplify 5.1 kb genomic fragm 
ent comprising the promotor region of vasa gene. 



<400> 8 

agaggatcca atagaatgag taatggttct ctatttc 37 
[0 10 0] 

1 : IbJ 7 ^ >T V - PH05 . 5-F D 
@E#|#-5f2 if^flRl^^^V- pH05.5-RV o 

cdna©^ v n z mm-t z> t~ ®> r^j ^ w ^ - i: 1 1 & □ 

SB^IJ##5 : vasaitfe^-^S'fligc^iiflil"^^^©^^^^-' T7 ° 
MB#J##6 : vasa^^CD3 , flIigc£^I1-£fc&©:/^>f VI-8 C 
®E#J##7 : vasajt^©ya^-#-tI*££-£fr5.1 kb (D? J AH/t5:^ 
(tg-tSfc&CD^-'f VP1M„ 

fB#J##8 : vasa^£^(Dyn^-#-Mc£^fr5.1 kb ffl^Mi/i^ 



2001-3026357 



#2000—172375 
*B"*-5fc«>®^>f VP3 D 

[0iB©ffll#fc3iEJ . 
[Eli] 

gu, b : r;i/^v^«M^^i-3, J3<fct>*c : B&*Jte*JB^*83e#S#JRlf<8 

[02] 
[03] 

STI I-YI&iffi IC £ W £ DNAT - A - SL1 ©PCR^ff JS* & Bi" t^tiHt' & S . 
03 a : STII-YI^^^^^J^i(DDNA^CoV^T©m^^&^T^So 
J:tfl2ttDMA©-9->fXv-*-, V- >2~7l±ft&^i^(FLFW.Y HNI ) ©jttftM^, 1^- 
i/8~m£STII-YI^M<£>j8t4 fl§f'ffc(A,B,C,D) iCO^T©|p^$:^to 03 b : STI 
I-YIMIE* ##il©DNAfcoV\T<Z>«&i*ttj|g*T?&S. 1 33 J: IF14&DNA 

©f^fX7-A- W->2~10lifa^(FLFW.Y HNI )©a^^ l/->ll~13tt 
STII-YI^^©il3M#:(C,D,E) lC0V*T£>*S*&aVr. 
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a : sL-&Lmmx.mmm&m&m gu 



b : T;i^hV« 



i 
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mm&] mm* 
mm] 

mmm] &t 



i 
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m B A 



m m 



[500269808] 



1. ^5S¥J!B 2 0 0 0^ 6B 80 

ft ffi ^®i&*MTl?^aiE^lJ4BfT 1-61-310 



1 



2001-3026357 



#2000-172375 



ffi m A 



f$B!J#-^ [5 0 0 2 6 9 9 2 3] 

1. 3E3I¥^0 -2 0 0 0^ 80 

ft m «»iR**M^siE*aiwri-6 1-3 1 o 



2 
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